Background: Puberty is a complex biopsychosocial process that is linked to an array of
hormone output using a single, non-invasively collected sample (42). Recent evidence supports the model of hair as a marker of longer-term hormone exposure; in humans, the correlation between a single hair sample and multiple salivary samples assayed for cortisol was shown to linearly increase over a 1-month period as a function of the increased number of collected saliva samples (43).
Current Study
The current study sought to identify the developmentally-specific and sex-specific genetic and environmental etiologies of hair biomarkers of testosterone, progesterone, and DHEA in a large, population representative sample.
Methods and Materials

Participants
Participants were drawn from the Texas Twin Project, a population-based study of school-aged twins (44). Parents of twin families were contacted by mail and invited to participate in an in-lab study. Thirty-one participants were excluded on the basis of reported oral contraception use (see Supplement for hormonal effects) and eight participants were excluded for reported endocrine problems. The current study draws from a final sample of n = 1,286 individual twins who provided hair samples from 672 unique families. One hundred and eleven participants had repeat observations, for a total of i = 1,397 observation points. The twins were in grades 3 through 12 and ranged in age from 7.80 to 19.47 years (M = 12.34, SD = 2.77). Two families had repeat triplets with two observations missing at event 2 (5 pairs each), one family had quadruplets (6 pairs), 24 families had triplets (3 pairs), 3 families had triplets with two missing observations (2 pairs), one family had two sets of twins (2 pairs), and 61 pairs were repeat observations (2 pairs), for a total of 798 twin pairs (266 monozygotic [MZ] pairs [108 peer-reviewed) is the author/funder. All rights reserved. No reuse allowed without permission.
The copyright holder for this preprint (which was not . http://dx.doi.org/10.1101/152470 doi: bioRxiv preprint first posted online Jun. 20, 2017;  than the 3 cm requirement. Based on an average hair growth rate of 1 cm/month (47), the first 3 cm of the hair sample represents a 3-month accumulation of hormones. Samples were stored at room temperature before being shipped to Dr. Clemens Kirschbaum's laboratory at Technical University Dresden. Participants were still instructed not to use any hair products that are not rinsed out of the hair on the day of the appointment.
Hair samples were analyzed using liquid chromatography-tandem mass spectrometry (LC-MS/MS). Details of this method are described elsewhere (48). The test-retest stability was examined in the 111 repeat participants and indicated high consistency for female progesterone and male DHEA (see Supplement). The inter-and intra-assay coefficients of variation (CVs) have been reported as < 10% for all hair hormones (48), and the lower limit of detection was 0.1 pg/ml for testosterone, DHEA and progesterone. There were 398 (28.5%) samples below the sensitivity threshold for testosterone, 331 (23.7%) samples for progesterone, and 138 (9.9%) samples for DHEA. Binomial regressions indicated that younger participants were significantly more likely to have concentrations below the sensitivity threshold (0 = above threshold, 1 = below threshold) for testosterone (log odds = -.07, 95% Confidence Interval (CI) = [-.11, -.02], p = .003), progesterone (log odds = -.11, 95% CI = [-.16, -.06], p < .001), and DHEA (log odds = -.17, 95% CI = [-.24, -.09], p < .001).
Analyses
Monte Carlo simulations based on the characteristics of the current sample were conducted to determine the best approach to modeling hormone concentrations below the sensitivity threshold. Tobit models-an analytic approach that estimates parameters based on the assumption that values at the lower limit of detection indicate true values occupying an unobserved lower tail of a normal distribution-were most likely to produce 95% confidence peer-reviewed) is the author/funder. All rights reserved. No reuse allowed without permission.
The copyright holder for this preprint (which was not . http://dx.doi.org/10.1101/152470 doi: bioRxiv preprint first posted online Jun. 20, 2017;  intervals that captured the genetic and environmental variance components specified in the generating models (see Supplement). Participants with below threshold values were, therefore, included in all models and data were analyzed using Tobit models estimated with robust weighted least squares (WLSMV). A winsorizing procedure was used to replace extreme hair hormone values by the highest observed score within 3 standard deviations of the sample mean.
This involved replacing 11 outliers for hair testosterone, 7 outliers for progesterone, and 24 outliers for DHEA. All three hair hormones were positively skewed, and hormonal measurements were log-transformed to approximate normal distributions in the range of values above-detection limits and then standardized.
As hair assays were performed annually, all models controlled for the year hair samples were analyzed (i.e., batch effects) using a set of nominal variables. Sex was effects coded (-.5 = female, .5 = male), and age was mean centered prior to calculating the quadratic effect. Standard errors and model fit statistics were corrected for non-independence among twins and repeat observations using the complex sampling option (49). Biometric models of the twin correlations were examined using structural equation modeling (SEM) in Mplus version 7.4. Model fit was evaluated using the root mean square error of approximation (RMSEA; 50) and the comparative fit index (CFI; 51).
Results
Effects of Covariates on Hair Hormones
In order to examine the effect of covariates, models were run that included age, sex, race, age 2 , and an age × sex interaction on each hair hormone individually. We first estimated the separate effects of age and sex to yield interpretable main effects (Table S2 ). DHEA and testosterone were both significantly higher in males. In addition, an age × sex interaction was peer-reviewed) is the author/funder. All rights reserved. No reuse allowed without permission.
The copyright holder for this preprint (which was not . http://dx.doi.org/10.1101/152470 doi: bioRxiv preprint first posted online Jun. 20, 2017;  identified for DHEA and progesterone ( Figure 1 ). Relative to males, female DHEA started lower at age 8, but rose more rapidly across age, such that mean levels were approximately equivalent across sexes by age 18. Progesterone levels were largely stable across age for both sexes, with modest decreases across age observed for males and a slight increase in progesterone levels observed for females. Race was included as a covariate for hormones and puberty in remaining models, and the effect of sex was taken into account by allowing for separately estimated means across males and females. Sex-specific effects of age and age 2 were also estimated unless otherwise noted.
Phenotypic Associations between Hair Hormones and Puberty
Model specification. We next examined the phenotypic relations among hair hormone levels, age, and self-reported pubertal development in each sex using multiple group models. The residuals between the hormones were freely correlated for all models. The first model tested the direct association between hormones and pubertal development, without controlling for age (Model A). The second model (Model B) included the sex-specific linear and quadratic effects of age on hormone levels and pubertal development, and tested for mediation by hair hormones of age effects on puberty. Notably, removing variance in pubertal status due to age changes the meaning of the variable; it now represents pubertal timing, i.e., the extent to which a child/adolescent is more or less developed than his or her same-age peers.
Finally, we used nonparametric local structural equation models (LOSEM) to examine the associations between hair hormones and pubertal timing across age as a continuous moderator (Model C; 52). LOSEM functions by using a weighting kernel and bandwidth that assigns a higher weight to observations in closer proximity to the focal value of the continuous moderator. Multiple structural equation models were estimated that differed only with respect to peer-reviewed) is the author/funder. All rights reserved. No reuse allowed without permission.
The copyright holder for this preprint (which was not . http://dx.doi.org/10.1101/152470 doi: bioRxiv preprint first posted online Jun. 20, 2017; the assigned focal value of age, which ranged from 8 to 18 years at intervals of .10. Age was excluded as a covariate as the LOSEM models restrict the variance in age, resulting in age effects estimated near 0. Pubertal timing was, therefore, calculated by residualizing pubertal status for sex-specific linear and quadratic effects of age prior to fitting LOSEMs to the data.
Model results.
Results from all phenotypic models of puberty are depicted in Figure 2 . In Model A, higher DHEA was associated with more advanced pubertal development in both sexes, while progesterone was associated with self-reported puberty only in females, and testosterone with puberty only in males. Hair hormones accounted for 8.2% of the variance in pubertal development for females, and 4.6% of the variance for males. In Model B, which added the direct effects of age, older females reported more advanced pubertal development and had higher levels of progesterone and DHEA. For males and females, hair hormones were not predictive of pubertal timing, and the total indirect effect of age and age 2 on puberty via hormones was
LOSEM results indicated that the association between DHEA and pubertal timing increased slightly across age for both sexes. Progesterone levels were moderately associated with female pubertal timing, though the association decreased starting at ~15 years of age. Male progesterone levels evinced a U-shaped relationship with pubertal timing, predicting the most variance at ages 8 and 18, and the least variance at age 13. This was in contrast to male testosterone levels that showed an inverted U-shaped pattern, with a rise in the association from age 8 that peaked at age 13, followed by a steady decrease thereon. Female testosterone levels were modestly associated with pubertal timing across the full age range. Residual correlations among the hair hormones from the same LOSEM models are depicted in Figure 2 . Correlations between progesterone and both DHEA and testosterone decreased across age for males and peer-reviewed) is the author/funder. All rights reserved. No reuse allowed without permission.
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Univariate Twin Models
Twin correlations. Cross-twin correlations are summarized in Table 1 . The correlations among MZ twins' hormone levels were generally high, suggesting low levels of non-shared environmental input. The difference between MZ and DZ correlations was higher for males than females for DHEA and testosterone, indicating larger genetic influences in males.
Twin model specification. Quantitative genetic models were fit to the data to determine variance attributable to additive genetic (A), shared environmental (C) and non-shared environmental factors, including error variance, unique to each twin (E). The ACE components were standardized. As MZ and DZ pairs share approximately 100% and 50% of their genes, respectively, the A factor is fixed to correlate at 1.0 for MZ pairs and 0.5 for DZ pairs.
Correlations between the C factors are fixed to 1.0 in all twin pairs. Each hormone, pubertal status, and pubertal timing were examined in a series of five univariate models. All five models provided good fit to the data (CFIs
Model results. An initial test of scalar sex differences-that is, differences in the ageindependent variance that could be accounted for by ACE factors-indicated that there was significantly more variance in female DHEA and significantly less variance in female progesterone and pubertal status. For this reason, we compare proportions of variance, as opposed to unstandardized variance, accounted for by ACE factors across the sexes (summarized in Table 2 ; displayed in Figure 3 ). DHEA levels were significantly more heritable in males (63%) relative to females (10%). Female testosterone was influenced by a significantly larger nonshared environmental effect (38% vs. 7% in males). Testosterone was primarily heritable in peer-reviewed) is the author/funder. All rights reserved. No reuse allowed without permission.
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Univariate LOSEMs were then used to examine changes in sex-specific ACE estimates across age. Race was excluded as a covariate for biometric LOSEM models as there were limited numbers of African American twins for certain age groups. Unstandardized variance by sex is depicted in Figure 4 , and proportions of variance are shown in Figure S2 . Estimates for pubertal timing indicated that variability was due to a combination of genes and environment, but that the highest levels of heritability were observed at age 11.6 for females and age 13.2 for males. Male progesterone contained a moderate heritable component from ages 8 to 14 with a peak of 65% heritability at age 11.2 years. Conversely, variation in female progesterone was almost entirely attributable to environmental influences across the age range.
Additive genetic influences on male DHEA steadily declined across age, reaching levels of ~20% by age 16. The effect of genes on female DHEA peaked at age 10, followed by a drop to near 0 by age 14. It is of note that DHEA was highly heritable at its peak in both sexes (99% at age 9.8 in males, 89% at age 10 in females). Male testosterone evinced a gradual rise in additive genetic influences starting at age 9, followed by a peak of 100% heritability at age 12.5, and subsequent decline to 0% heritability by age 15. Female testosterone showed a similar, but later, pattern starting at age 10, and reaching 100% heritability at age 15.2.
Bivariate Twin Models
A series of six bivariate correlated factors models were then used to examine genetic and environmental sources of covariation between DHEA, progesterone, testosterone, and pubertal status. Bivariate associations with pubertal timing are not reported as the phenotypic correlations
were estimated near 0 in both sexes, and twin models indicated this was not due to countervailing genetic and environmental input. Table 3 reports the correlations between additive genetic (r A ), shared environmental (r C ) and non-shared environmental factors (r E ), as well as the contributions to phenotypic correlations using the within-sex standardized ACE path estimates.
Additive genetic predictors of DHEA and pubertal status were highly correlated in females (r A = .99), and the genetic correlation between DHEA and testosterone approached significance for males (r A = .29, p = .10). There was a significant correlation with progesterone via shared environmental pathways for male testosterone (.14), female pubertal status (.18), and DHEA in males (.18) and females (.08). In addition, there were significant correlations with progesterone attributable to non-shared environmental effects for male DHEA (.09), and testosterone in males (.13) and females (.10).
Bivariate results revealed five significant sex differences. The shared environmental correlation between testosterone and progesterone was significantly higher in males (∆ = .49, SE = .19, p = .008), as was the corresponding contribution to the phenotypic correlation (∆ = .21, SE = .07, p = .001). Conversely, the shared environmental correlation between progesterone and pubertal status was significantly higher in females (∆ = -.44, SE = .17, p = .010). The correlation between non-shared environmental predictors of DHEA and progesterone (∆ = .46, SE = .20, p = .018), and the contribution to the observed correlation (∆ = .13, SE = .06, p = .036), was higher in males.
Discussion
The current paper presents findings from the largest twin study of pubertal hormones to date, and the first genetically informative study of a novel measure -concentrations of pubertyrelevant hormones in hair. On average, genetic influences on DHEA were higher in males, and peer-reviewed) is the author/funder. All rights reserved. No reuse allowed without permission.
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Age-specific analysis, however, indicated that these estimates aggregate over dramatic developmental changes. In both sexes, the heritability of DHEA peaked at age 10 and subsequently declined. For testosterone, heritability was near zero at age 8, increasing to 100% at age 12.5 years in males and 15.2 years in females. This suggests that genetic effects on pubertal hormones become heightened during developmental windows. Point estimates of heritability for pubertal hormones in age-heterogeneous child and adolescent samples are likely to be of limited value.
The current findings regarding the developmental genetics of pubertal hormones may offer insights into the mechanisms underlying behavioral development and psychiatric morbidity.
Animal models indicate that pubertal hormones structurally reorganize the brain, particularly in subcortical areas and reward-related systems (reviewed in 53). For example, rats castrated before puberty have also been shown to have higher levels of androgen receptors in the amygdala than rats castrated post-puberty (54), indicating that hormone levels fine-tune their own receptor systems within a specific pubertal window. An emerging literature suggests hormone-driven reorganization of the brain also applies to puberty in humans (55). For example, testosterone levels in adolescence are associated with decreased gray matter volumes in the hippocampus and increased amygdala volume in both sexes (56). DHEA levels have also been associated with increased cortical thickness specifically from ages 4-13 (57). In addition, inverted U-shaped patterns for human gray matter volumes in the frontal and parietal lobes are strikingly similar to the genetic trends observed in the current study (58) . As variation in pubertal hormones appears peer-reviewed) is the author/funder. All rights reserved. No reuse allowed without permission.
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Adolescence is a unique developmental period that involves sweeping biological, psychological, and social changes that reverberate through the rest of the lifespan. Indeed, ~75% of adults with mental disorders have been found to receive diagnoses before age 18, suggesting prevention efforts would do well to target processes that emerge prior to adulthood (59) . Pubertal hormones may be a key component of various etiological pathways related to psychiatric risk and onset, though likely through nuanced, developmentally specific mechanisms that are not yet fully understood. The current study adds to a presently sparse literature on genetic variation in hormones, and is the first to identify developmental periods of heightened genetic influences on pubertal hormones. Future work may benefit from testing whether these periods of heightened heritability mark periods of reorganizational effects on neural systems that canalize trajectories of psychiatric symptomology. All models included race as a covariate and allowed for sex-specific means and residual variances in outcomes. Hormonal outcomes were regressed on analytic batch and all outcomes except pubertal status were regressed on sex-specific effects of age and age-squared. 95% confidence intervals are given in parentheses. Note. All models included race and sex-specific effects of age and age-squared as covariates and allowed for sex-specific means and residual variances in outcomes, with the exception of excluding age effects from the pubertal status model. Hormonal outcomes were additionally regressed on analytic batch. The last column on the right reports the difference in the residual variance across sexes, and the adjacent three columns report differences in proportions of variance attributable to ACE factors. Standard errors are given in parentheses. The copyright holder for this preprint (which was not . http://dx.doi.org/10.1101/152470 doi: bioRxiv preprint first posted online Jun. 20, 2017; Figure 3 . Proportion of variance in each outcome explained by genetic (A) and environmental (C or E) factors from univariate models that allowed for sex differences in all ACE paths.
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